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£&gELT#ib;h^T-2K#llft^ 

T-2^fiiJZ£^»^£*VO^o Dietrich^}*, T-2l^i-5^^n— *-/Uffiffr*3 
fi^Tir^/HbLfcDON^*fi-5^y^c-^^^^^^' rv ^ (Natural Toxins 
3:288-293 1995) . USP4879248^«8^L<Z>B^S5r^Si^JffiL'C^yT-^ 

3^0^^{31^yT— ^W^WSr^S^***^^ 1 ^ 4 ' 15-diacetyl NIV 
}^-f •J'A'SWfctt, Applied and Environmental Microbiology, May 1993,59: 

Tf±0!l^£;iX"CWjiV\ $*bl-Food Addit. Contam., 5: 629 (1988) ^»J. Agric. Fo 0/ d Chem., 
36: 663 (i988)tC%T-2^DONi^^S*y^o--^/W5t^^^^$nTV^5 8 

KTM-249f*Dietrichb (Natural Toxins, 3: 288(1995)) <7>ffi# (3E2) fctt«SU ^fPtt^ 
lMffc.i«5C T-2^ttSPE#^0.0001ng/mLm^iriS^-efc5o £fcKTM-249f2 
acetylT-2^HT-2i^T-2^|5ia^^^tt^^> B ftl^fcofc&fln? 

$b{^KTM-249«HT-2^J:OT-2(^L[^a^S^tt^^rb(T-2=HT-2 

= 100%), acetylT-2{^LT^, 78%<©^tt«r*i-« USP4772551<^^T- 
2 ^y^p-^- /V ^IVl-10092-C'li, 50%R&«flt^T-2T?0. 023, acetylT-2T0. 0 

94(T-2iw*r-r^>5o%iJa« ; Srioo%i-rs^, o. 023/0. 094^^25%^^), 

HT-2-CK0. 023/1=2. 3K<D&J&&) ft^t, KTM-249tt^<T-2^ 
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V 0 <D\ZttL. IVI— 1009212T- 2<Dfr\Z.m$H&J>^ *&Lfc?*>&o 

KTM-240{iDietrich^ (Natural Toxins, 3: 288(1995)) (DtfLfcGm) kteRJ&mWbfr 
\zm&*) s ^Jx.fi*5B2lidiacetyl-DON{c:M-rSS^tt{i3-acetyl-DON(7)6f&a^^ 

DON^*hr-BSJ£ttttl5-acetyl-DON(7)JKl50fiP. ^triacetyH30Nl£^-5K&ttfcl5- 
acetyl-DON02^fc-5 0 &tcKTM-240m4W<DT±?'frfckhm> ^SttSr^-fOte* 

#^^5-43358|S«^^T-2h^^^y^^-^/^^«HT-2^^^^R^^ 
3%#<£>}£*fU KTM-249fiHT-2, T-2$5>W4acetyl-T-2W>PISftORfti:ttSr 

ChibabtFood Addit. Contain., 5: 629(1988)] ©ttfrtt, HT-2&©Kttttl*r-2«>0. 
5%J£i.T*^ *^©KTM-249ttHT-2«>3S<S*& - t"5o 

CasalebD.Agric.Food Chem., 36: 663(1988)]<Ott»ON-lfc*«lflOKTM-24(W:r4 
Iflb^l-Kf&tt^&So ^ft:DON-l«3-acetyl-DONi:^<S:^b. DON£*>&<K&U 
NIVW>«^*SRttU -^15-aoetyH>ONfc»4Krt?WCV\ #3§^KTM-240}iDON 
^NlVi:fSRj^L^V ^\ diacetyl-DON-^triacetyl-NIVi:3S<KJSi"So 15-acetyl-DONJd 

mmxtstiZo zb\zjtmw<Dn &k-rzmi*n. &m&*B&n<Bmz. mm&.<o& 

JftftttrJT-fcLTli* Fab, Fab ' , F(ab)/i^5fctf btlSo 
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8 



WO 01/18196 



PCT/JPOO/06100 



(3) 5£(IH) 

10 




...»iv\vR 1 b 



(III) 



~4b \ 15 
R R 3b CH 3 



-1, R'\ R^^J;m 4b ^OCOCH3r'R 2b ^5H-efc6±l2S:(ni)T*^tbS^^^2-2. R lb *5 
£t^250HT-R 2b &J:trc 3b ;^ 

{k ^ 2 _ 1> ^^2-2>'fb^W-3^iii-e^<^^^(c) 



CH 10 




,.,.rt*R 1C 



(ch 3 ) 2 chch 2 coo ^J^^g^i^P / (C) 

H 

R lc > R^^^R^fi^-^^^^ 0 "*^^^^^*^^**^ 

M - 240^fcfi ; eotrL«5:^f Jto 
(5) it(IV) 



WO 01/18196 



PCT/JPOO/06100 



(CH 3 ) 2 CHCH 2 COO 




n R 3CCH 3 ^ R 2c 



R"\ R 3D ioiOT 4D ^l^-^^«m^o-COH^fc{iTv'/^= 3 r^^L, R 2D ISHs 
(9) ±i^(5)*fc(i(6)fB«^y^^-^^^^^^^^^^" rS/ ^ yK "" , ' 
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oT=0^to fdtU R\ R 2 ^ R 3 *3«fct^R 4 ^5^ / >^<^lo«OHT^ 0 )-C^£H5te 

mtMiKMmm&k&mtttsit* -ueu> - (6) >i«*La^fa«<^/**-^/M7t 
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6)fSf^Mi£2fi£o 

(18) H;=^ir>-^^=^^^^^^^SS(l)~(6)^v>-f'^^c:fam^ 
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^a-^/^^fc^^^^^^^<Z)lo^Ji^^$*5r^^tf^^W^ 

x «^ 4 1 =» T^fe ^ W= HfvC<£> fem&fro Ufeo 

(20) hy=^^5RW=b^>'^^V^W-/l'(DON), =^W-/KNIV) 

#j;OT-2b*^(T-2)fcbtJ^;^ 
IB (1 8) £fcf2 (19) fa^^^feo 

(21) ±IB (3) &tctt (4) C*»*y^T=— ^-A^tflcSfcJiWfitff »f>i-5:fflV ^T_blS (1 
8) ^fcfi (1 9) &®<Dj?mz.£mbtlZ m&mt±m (5) *fctt (6) IStt^y^n— 
^*fett*tufe<^«L»Wf K-Srffl V ^T±IE (18) (1 9) l2mo^^(' 
**fc«rtUM-3ri:fcJ:5, |»«f©DON, NIVS3J:OT-2* Wfc*ixbo«t»fl«o 

(22) .hie (1) ^fctt (2) |att<Z)*y^n--^/^flE^tt-€:*b^«[ff Wr>tS:fflv N T_b 

(23) ±15 (3) ^cli (4) |a«<7>*y^n-^^*^l»tu^fiiflsWf >T-Srffl^"T ± 

12 



WO 01/18196 



PCT/JPOO/06100 



12 (18) (1 9) |B«©^ft id W»felxa^«B^DON, NIV* *l«*bfe©** 

(24) ±|B(3)*fe»i(4)IB«^^^P-^^^^** H ^^^* fflV>T - t: 
E<18)*fctt<19>W^^«^^ 

^tt**W»©St#Wf^*rffl^-C-ti2 (18) *fctt (19) B«©^*^9»feixa JE 

(25) ±12 (5) *fctt (6) IBg^/^-^tt^^**^^^* 1 * ^* fflv '"^ 

(26) *M*miS&#. ?*J*4J»Srv±^ ***4J*4J^y*4 . «*WT5rfc 
^^J;t^3t>r^T^^^3i«ttS±fB(18)^i(l9)IS^^o 

(27) «^»J:W^K^S^iW»fe»tfMJiBtt8)*fctt(19) 

(28) ±B(l)-(6)OV^rn«^B«^/^^^^^* ,1 ^^^^ 

(29) ±|B(28)|S«^^fc^Tm^@«^^U--^/,-C'&5. H>=ifHrt<* 

(30) ±B<28)«fW>W* i«K«rH*fl2U^V-K WK5*tfc±E<l)~(6)«>v^ 

02) ±m28)mm(D^m^x^(\)^m^^t^^^mm^oR(.^. ri**& 
iati^^fc5)^^5Si^^s^fe^^^s«^A,^5.H;=^^^ 
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(33) ±12(28) f®m<o*m* m*mtom*ft^-h&£XJ&<nv&isMfc^*<o 

(34) ±IB(28)IB«©KIEI, tt*&H«<ISLfc7V-K *»$*ufc±»<l) ~ (6)<©l^ 

(36) hv^T^^m^^h^^^^P^^mmm^mir^mxmm^x, m 
mm*bhv=iT-t^ w=» h^^srttmb, jlhs (is) tati* (19) aa«eo^rifei^fc9, f* 

(37) mm&mtK yk^<Dmmmmx^^t^mtir^ ±.m(36)mm<Dj}m 0 

(38) *&&<Dffmtm*K ^)VT>^—^, ^jvt^—^, ^of;l/7/V=-;K 

lSJ^±Tfc5wt«r^^i--5±l2 (36) *fctt (37) fa«<D^fc 0 

(39) hyri^^^Wah^^^S^^^^W^SWsH^JfiKlSaibTft 

*u mm®* ti^a^na w= ^^i-±ta (D ~ (6) cov vraxa^iE 

14 



WO 01/18196 PCT/JPOO/06100 

*u ig*^ * tw^msavshy 3ft^^= hdr^i^jiisd) ~ (6) <©v ^na^ta 

So 
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fs£|Sl.£L-Ctex Fusarium graminearunu F. cuimorum , F. sporotrichioidesfr £f(Z>g#frgr, M 
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jum*$<D#m^ MAPCmultiple antigen peptideWcW^*^-^*^ 5 ^^*?"^ 
***** m7i?HB, SH»fflV^fe(MBS*. SPDPfeK 

**3WfeW/CHU *f^fl24fe3WMIMi l: 389(1990), *JMb*WA*l!:B 

@*>fcOl. OMg~3OO/xg^^m«r7/j:V^3O0^*U<ttl2*V^160O--^raiH 

muznbmmzmL&m&&*n<>rfa&m±ni&k^zmm m vitro ^g(«f#. 
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mffl&tm.m^&zzkfaio&/v-vtiim£tiz 0 ^mi^P3 x 63 - A g . P3 x -Ag8- 
ui % sp2 / /o-A g i4^ify5^i-f^5„ ztih'wmwmmnmi^m^mmf^m^ 
'm*bA^xzz> 0 

^BJJSSIl'^^KohlertMilstein (Nature, 256: 495(1975)) lZ.£oXffl$££thy ^Loti^SL, 

0~6000) Srife^SW^V ^8»r<5;#feflSfc5o £f£®^^t-<fc58i^t>m>*b3r. 

^*>S(^Wrte>,H«E^ 6: 50(1988)) 0 

SrV^o ^Jx.«Su^*i:^S^*fflflai:P3X63-Ag#fllil^^ii5^L., ^Bta®^^3fx^ 

£#JfflLT, HATiltRJM (1 X 10- 4 mol/Lt^^^>-s 4 X lCT'mol/LT^/^y:/, 
2 X 10- 5 mol/L^^^>'^t^lO%FCS^PRPMI-1640mltil)*^^v^^4^5o 
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P>ix5^(*:te- : E-y^n— 7"/Utltfl:i:bTtt, KTM-205. KTM-240*5«fct5KTM-249 
cey^a— ^/l^t#KTM-240«, ^(III)T**£ix5te^W-#L^?Ptt£WU 

ftH4oa^^Hb^2 - 1 , ik&m-2&£rnk&y>)2 - 3 i-^v ^T^t:^#^2 - i ><rt£: 

fPttom^^-fb^^»3 - 1 &£TJM£&to3 ~ 2 K*5V -fb-^^3 - 1 > fl^**3 - 2tf>JHI 
2. hy=^>'if5W=»HF , v'^0>^*#ife 
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jgft, ^xf/H^, DMF, DMSO, ^co^^JfcWtS^BfflftiltR^L^CV^— 
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mfcmmnw&tsitzzb^xY)^ m*>^3x~tz>ztfrxzz>o mm^T/^vt^x^ 

if hy=T±^m^^h*^i/&&m^zn£m^ft&nx\< ^-^m^co^mm^^ * 
(in ) *j (iv) xmznzit&MZfiL^&jXfeitR v ^T^itsrt^-cts,, £fc, 

f&^-^ffligi&^HPC^ lg, KCl 0.5g, MgS0 4 -7H 2 0 0.5g, Fe-EDTA O.Olg, L-T* 
2g, D-^f^h— ^ 20g % ^V^on=:hn^<^-tfW5%^cfPS5 lg, =-A«t 
hU^A 0.5 g> NaB 4 O 7 -10H 2 O lg, fim^h^h^» 0.3g, 15g, ^©tK 

lOOOmU P H3.8-4.0)£^ig^i#i&l^«f£, «fift±-Cl««ILfc#^*©31«*ffofc 

^{^i#«ffli§iffi(^aLT. J#ifc^£j^£n5i£(nh 5£(m)&£^(iv)T^£*i5 
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awaBCT. K*W>#*iS. *M5V-K 2MW»*»«*>«» 
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< n > . st <*>*fctt* (iv) «**i*ft««i«*tf by= w« W=i 

25 



WO 01/18196 PCT/JP00/06100 

±mz£z>mttk&&tu-rz>o —Kmmmm^HPo, ig, kci o.5 g , Mgscvr^o 

0.5g, Fe-EDTA O.Olg, L-7^<7=?V 2g N D-#7*h— * 20g, 'O-^no^hn^i^if 
^75%7KfP^I lg> =— AflW-MJ!>A 0.5g, NaB 4 0 7 -10H 2 0 lg, SMI^H^'W^ 
>- 0.3g.^ I5g, M&fc 1000mUpH3.8-4.0)^if<^3l^i&it!li^aU^SrtTo 

^ 1 m fis KTM — 205&ffl V ^/chy='^irV^-^-t'^ l^S^^*^<©tfe*fc£r^H"o 

KTM-240£ffiV^$y^L/c;^&7F-ro 
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sir, *mw&nMM%m*<^Tm,w-rz>c 

^(a-l) 

10 




OH 



1 \15 

OH \ ch 3 

OCOCH 3 

5£<a-2) 

CH 10 



OCOCH, 



(CH 3 ) 2 CHCH 2 C 




OCOCH, 



5£(a-l):4, 15-diacetylnivalenol:fc«fct^(a-2) :T-2tfMb^50mg&^^e*V7mL 
^<D;teC&fti£^Wl-£9, ^^^U^lmL^^^TK^SSmg^rAPX.^, Metal Block 
Bath(^h^(«). YH-121)Tn00°C, 30^&/&$it/io RfcVo&mm&mVXK'Vi? 
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diacetylnivalenol 3-hemisuccinate :JoJ;LJ^(b-2):T-2 3-hemisuccinate<D'fb-£" tyKD&tEt 

Cl£r^fr50/iL<m0mM Vl/mmmm pH7. 4(WTPBS^B§lB-r5)^^Lfc„^ 
*m-ytt&>* Jhfe^«(CTritonX-100?r0. 0\%1N^ ^(b\zzfn— ^Mc^jg^j&SS 
^K( ; E-v=VHJR-200P > R-**I*±)T^?£MJ£bLfCo /HJl"* 
y |^v**^r=. >-(J^TKLH { tPf&IB-r<5)7K^?^(20mg/mL)0. SmLir^Lfc, 
(DpH&7. 5{^t?-fr/c^, 20mgWEDC[l-^/l'-3-(3-^^^T5y7 s i3t:VV) 
#A^SV$K]«rJn*., ^ffl"e6l$ISKrt?$*^c Rj£&T&PBSt;:#U§*rS::i8::*V\ 
a^SrhyaT 1 *^ WaHap^^^C^Cb- 1)] -KLH7K»*3«tWy=-7Hr^ 

jfcflfT^?^ (J^TBSA<blil&l2-r5) tapis?— h*kLXLomym?l"<?W 5£Sf*IS3f s> 
h(Bio-Radtt)-CX&SLfCo KLHi^^-TBSA^fflV^^^ti, -bfEtl^^^fe^hy^^ 
iri^ W^h^^ff *#[5S(b- 1)] -BSA=y^a^- h^^*5«ttJ«hy=^fe^W 

eS^^Balb/c^^OW^^Tl-^a^^K^^^Ti/^^^^^S^-a-Lfchy^ 
V i -fe^W=h^v'>^^[^:(b-l)*fcl^(b-2)] -KLH&0. lmg/EE&-5-Uho 
SL«K^ftjB^4*0.1mg/EE : Sr i a ,| P&T{-3iiraS»-2lHlS-^L, *<7>3aW«,. 
j:9PBSld^LfcMJ=7^^m C^(b-l)*fc»4S:(b-2)] — KLH 

&&mm*fi>mm&mm&)\z.mMu jk»«r£*&v ^RPMI- 1 64o*«n ( a tK^^) <p 

JdTftfU iOoyy'>3.<Di(HS:iiifi$-e:T*aft3NH/ia^bL, teK«'Pi:4B»L*jfa.*Sr««¥L 
jfiL»Sr&**v^RPMl- 1640^jffiT3|e]it^^Lgt^M^flaS:#fCo 
— ^t^Sm— ^J&P3X-Ag8-Ul£l0%4^£lfoif (FCS)flPRPMI- 1640 
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»10il«ltW»U i200rpm*5^aM^ 

S6 Clt*^**^WMI-1640«*S0mL***Cai*.-C**1200tpm-t?5»lina 
y^ffly, 2 X 10 W^**tnO%FCSiORPMI-1640»«l) Kl X 10- • 

^z,^^*#WCb-l)4fc.4S(b-2)]-BSA3^y-hSiR(20 /1 g/m 
ttUb* 1%BSA/PBSSSS2S0 „ Ltdm/CMteiWilMU PBST^*^* 

05%Tween20S:#t f PBST5Elft#bfcg-50 ) iL»^**^-*(POD)««- 
yu-hSTO. 05%Tween20*l£t f PBST ? SQIli**Lfc«, 50 „ L©TMB*fe^*«i« 

^^U-hV-y- CMTP— 120, =n^-««)t?450nm«»^*S*W* 
Lfc. 1. 0Et±ro!R3tS**l'ft.C'a/K©«Hia*»* ; lLfco 
Z-ymM«St8^ot. ±ec«Mvfc»**««W)Ml*i x 10W 
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mL©|*tt»JfiS^tPlO%FCSaORPMI-1640#**i:-CO. 5«/mLfcfe5J:5#*U 
-(CT37°CT^*^ofCo #*H*&10~14H«fc#*~****U 

*±**<DfiWtt-oV^nilJ£U M«:ff3WgG3*fel4IgM©t><or4»*, IgGl^T" 
8a^»±©«Balb/c-^^©WttrtlM. 5mL/|E©^y^^(2, 6, 10, 14-xh 

7-14 0m, ^^Mttlt+^BWc^KWL^ift-C, m»*i8G«>tt«t«r«v>-C- 
K*WI*U 3OOOrpm^lO»M3i^fi^T±»Sr0«t^ r^Jiiff&*t^««« 
(3M NaCK 1. 5M *T>i^ pH8. 9)T»ffrfc*RU IHrttPtt^WflSbfe^W-f 
>**?-M3fflKUfc. *9-6*PBS-«»L*:«, 50mM^;^/HClMrt£(pH2. 5) 

^=Hf^yf|i»flcCS:(b-l)*fcl«(b-2)] -BSA3^~*-H**<20#i g/mL 
0. IMgftttff* PH9. 5)«:#&U 4W-**«Ufco ^-f*PBS-C30*^U 

i%BSA^Bs»»25o#*i*»ttu-rm-ei"»niilwu, pbst***a*3H 

*is^mm&&MttO. l%BSA*nO. lmol/Ly>««««(pH7. 4>*fctt0. 1%BS 
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AJP0. lmol/Ly>««»«(pH7. 4)©*<=i'hn-^:»»0%>*:60n L ^ ^ 
fc, ^J£^Jl-C«l#bfc^SrO. 1%BSA*D0. lmol/Ly^Bfe««»t(pH7. 4)-C100n 

£-±fco RJ&I&T&T'V— HfeO. 05%Tween20*^tfPBST*5|g*i*L;fcfft, POD^ 

^V-MErO. 05%Twoen20«r^tpPBST?5Hft*Lfe«. 50|* LOTMWSfiJWK^ 

5rffr£U =^ci-/KJ!>ft*«SrlOO%i:Lfc^©, *»hya^lrJ'*W=HfS<c/» 
/M5t#£KTM-205. KTM-240, KTM-249£#£Lfco I^S^Ptl ^iSBU"? 

#S*l*V ^OfcU *fcKTM-249Ji^(IV)^^^^«t5ia$^*t>^^T# 
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Z.frib&L<t*±m.'rZs^7Vh'>- (FERM BP-683 
5) % KTM-240 (FERM BP-6836) „ KTM-249 (FERM BP-6837) £LT, ¥f£ 
11^8^ 110 ft»tTX3Rftl»R^X*X|RfttlHIHflE9f» B#ffl^!fto<tfmmiT 
g 1#3^ (^#^-305-0046) li*te$*xTV^o 

Hi£0*J3 (iw , l 1 ©W=^^^= l Napi^^je*) 

a) gJ&fflTV—^ 

96^^/W>f^c^^- - M-50 Ai L<DHi&#iJ l-C^LfchU=7^^ W=> 
v'>fi^#[3:(b- l)*fettSC;(b-2)] -BSA=»>-^3.y-haSae (20 /z g/mL 0. 1M^ 
pH9. 5)^aU 4t:-e-«»ILfc. ^-h^PBST*3|Hj^L^, 1% 
BSA/PBS^£fcm%*^i^H7/PBS 300// L^SLtiia-eii$ia»iL, P 

32 



WO 01/18196 



# 



PCT/JPOO/06100 



Bsx&V^&3mmftLx&.j&mzn — htLtCo 

^mw^^h^ux^m^xmta^t^o t&ttim&mmzxmmu mm^^vt^ at 

5t-C45;9f H 1i£fiLfco ^T-C*t: o yv ? ^^^^^{-^$■^^^ x^-MOOu 
L&OTween-PBS&*&(0. 05%Tween-20. 140mM NaCl^tiMOmM!;^^^ 

mm pH7. 4) 9oom l&mz-. zLth&fc&mtmtistzo mm<omf\r?. niv, don, t 

een-PBS^M (0. 05%Tween-20*3J:U ? 140mMNaCl^ti'10mMi;^^«^p 
H7. 4) £50 n h/V^Mx., $btd#^^/K^®KTM-205^^ (300ng/mL. 0. 
1%BS/JJB Tween-PBS^), */c(i(DKTM-240^^(300ng/mL, 0. 1%BS 
AM Tween-PBS^^),^[i®KTM-249^^(300ng/mL > 0. 1%BSA*JJ 
Tween-PBS^), £fcte©£®<^S^?l££50 n L/t7^/l>M^ 
SW^L^^ib^a-CMS^rBlSJ^^-yr^o 7°^— h$rTween-PBS^T'5lH]?5fc#-L 

(300ng/mL 0. 1%BSA5B Tween — PBS&W Sr^HX.. MbofgWLftfrb'^M. 
T30£frHS/&£-£fCo h^5le]Tween-PBS^M-T:i5fc#Lfcmv 100/zLOTMB 
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t£lmol/Uiiti£*^^^ 

14, ^^^^V^-m^ftt?«9^Tween-PBS^^(0. 05%Tween-2Ck 1 
40mM NaCl*^tfl0mMy>«tt«ttpH7. 4)©^fflV^=^>»****i". 



%) = 



(=3 >-h n-?n2$fl&> 

S^«KTM-240^^^^^^ KTM - 205S ^^^^" rSr ^" C ^ ffiL 
fco T-2^^^fl^^»*KTM-249S^^^^^WUfCo NIV, DON, 

^«3TfflV^fc•W4:RC■!^>^^(»5|5A*)^^fflV^T, GC-MS«ahy=W 
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V/^T±hTKF: hy^/^nu^^, 3:3:2, V/V/V)25 n l^itt^L, 50t:-e2 

400 /z l^i©n-^t^t'fl?Lfco 

b)GC-MS{^SSlJ^ 
#Wct«?^»^P^^7^fi»ffH"(GC-MS > ft^GCMS-QP200 

^f^y-^^(Shimadzu HiCap-CBPl), ^^Affi.^(il20 o C5^P B 1#^,.280 l C*T* 

>i£WJ£te70eV, ^.^>'jg^(35~700m/z){tl. 5scan/sec, -tf-^y^ig^ttS 
points/ sec 0 

LfCo 05f*> KTM-240^ffiV>-CDON'^NIV^^I^^p(c:^*bfc^m^GC-MS-eDO 

iffl*il-fi^«Mriaffl srayTawea/Tun, (ATCC-15624) £g?»U M <20~25^C) T* 
J#«U JM±i» £5 BS{C500m L<5ols|iRLfc, JM/BJ#*6l-m>8»1ir?\ M(2 
0~25°C)-ei#*U «Ht±»Sr5 B«»c500|t L<5oHURUfct>«>Sr*t!IHi:Lfeo laliKUfc 
#1fJ^/WCT-fcN=^!M'/?k (3 : 1 v/v)2. 5mL^PX., zj^ey^lf — (t^K=r>- 
NS-50: B^gS^«ll§)T')^#L-C^^3000rpm-C10^P B 1^'L^SIU, ^bix/i±WSr 

jE*> - sor Ti$*t{&#u ay ^ffl ^yffrkyjfzo 
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^ W ,- 1 )-BSA=i>^*^-H«K(20#.g/«nL 0. lM^MMffi PH9. 5)% 
4«C-C-«»«Ufe, 5V-W:PBS-C3ia»»Ufc«, 1 %BSA/PBS^M*fc 
tt l%**AS^/FBS 300MLtdttbt:*«-Cl«WB»«U PBS^^feSH 

en-PBS»»(0.05%Tween-20,140mM NaClS^ftflOmMy^iMWWft pH7. 
4) 900 m LSrifl A., C^h*«T©«3efflK»^^ 

(0. 05%Tween-20, 140mM NaCl^tf 10mMy^^« pH7. 4)*50m L/ 
*cA«U SW#^*^^KTM-240««(300ng/mL, O. 1%BSA*B Tween 
-PBS^)50M LWt+»fef, «»JWUt*l&*»-C45»BIKJ6ft» 

a _^^^r^/^^y^X^^^«t^^(300ng/mL 0. l%BSA*q Tween 

-PBSiWOtrlP^ «»W^^^o^W^S*fc. TV-WrSHTWn 
LMtg^itU 5V-hy^r-(=n^t«lu MTP-120)T»«460nn«« 
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£iii»£9iHijfcutrattK^ 

*(3:1 v/v)2. 5mLm,^Wf-(^l^^ NS-50: 0#BSa»«»)-C*» 

^(^ b _l)-BSA=i>'^3.y-hS^(20/tg/mL 0. lM^tfi^ pH9. 5)& 
4t3-e-«IWUfco ^U-h&PBST-3|H]^Lfc^ 1 %BSA/PBS*i£*fc 
J4l%^*i^A^/PBS 300|tLSr^ttb-CM-Cll*W»«U PBST-§-?^&3|U 

TTWK-teHUto ^l^^y--A'50MLROTween-PBS*«(0. 05%Tween- 
20, 140mM NaClSr^tPlOmMyi^aSaW^ pH7. 4)450 ,£ L^Jfl^, rJX«r«T© 

(0. 05%Tween-20, 140mM NaCI^t?10mMy^i«»«r& pH7. 4)^50 n L/ 
^^36PiL,$W-#^*^*-©KTM-205j»(300ng/mL, 0. 1%BSA*P Twee 
n -PBS?g«)50/zL N *fctt©KTM-240^(300ng/mL, 0. l%BSA*tJ Twee 
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n-PBS^)50M L*toz.X+&mWl,t^ mkmWU£&bm.m.^45&fflRJ&Zlt 
fCo ^w_^ Twee n-PBS^T-5lH]^L^. &V*MZ100v L/^x/KOHRPi 
gg— gt^^^/tTn^y^X— ^-^^^^OOOng/mL 0. 1%BSA&0 Tween 
-PBS^)^P^. agip^b^^^^ia-esO^^Si^^-^^ :/V-H£r5|I]Tween 
-PBS^^T*gfe#b^m^ 100mLOTMB^^(-Y^— S^^th) ^ir5^#U^ 

c-ete. ^<d Btm&fc&mzthfro £«bf^ a, b, D^ma^. H*§Ai3:DON£:^;:M£. 

&mm^;?v-^fo^fcittnb<Dtt{£mK*m\<^x^ m^m. ffc^s, Am 

5o 
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